Supporting Figure S-1. A) pH dependent raw fluorescence excitation spectra and B) pH dependent extinction coefficient spectra for mCherryEA. C) Integrated fluorescence vs absorbance at 440 nm and D) 530 nm peaks. E) pH response of the sensor was not affected in presence of various salts and oxidizing agents and F) temperature. Graphs E and F averages were fit to equation, Ratio = Bottom + (TopBottom)/(1+exp((pH -pKa)/slope)). The merged images use pseudo-coloring to qualitatively demonstrate colocalization (yellow) of mito-mCherryEA (greem) and Mitotracker (red). Scale bar is 20 µm. Mito-mCherryEA and Mitotracker fluorescence was highly correlated for a total of 12 cells that were analyzed with unbiased automatic thresholds to discriminate background an fluorescent pixels. The average Pearson correlation coefficient for above threshold pixels was 0.93 ± 0.06, which was significantly greater than the correlation coefficient of 0.23 ± 0.31 for below threshold pixels (n=12, 2-tail t-test p=0.000013).
Supporting Figure S-7.
Example of single-cell responses for Figure 3B . pH change was measured over time in cytosol (red) and mitochondria (green, dashed). Figure 3D . pH change was measured over time in cytosol (red) and mitochondria (green, dashed) upon exposure to 15 mM KCl and 10 µM glutamate for 5-6 mins. 10 µm
